We investigated the relationship between insulin resistance markers and subsarcolemmal (SS) and intramyofibrillar (IMF) ceramide concentrations, as well as the contribution of plasma palmitate (6.5-h infusion of [U-13 C]palmitate) to intramyocellular ceramides. Seventy-six postabsorptive men and women had muscle biopsies 1.5, 6.5, and 24 h after starting the tracer infusion. Concentrations and enrichment of muscle ceramides were measured by liquid chromatography-tandem mass spectrometry. We found that HOMA of insulin resistance, plasma insulin, and triglyceride concentrations were positively correlated with SS C16:0 and C18:1 ceramide, but not SS C14:0-Cer, C20:0-Cer, C24:0-Cer, and C24:1-Cer concentrations; IMF ceramide concentrations were not correlated with any metabolic parameters. The fractional contribution of plasma palmitate to 16:0 ceramide was greater in SS than IMF (SS, 18.2% vs. IMF, 8.7%; P = 0.0006). Plasma insulin concentrations correlated positively with the fractional contribution of plasma palmitate to SS 16:0 ceramide. The fractional contribution of plasma palmitate to intramyocellular SS 16:0 ceramide was positively correlated with SS C16:0 ceramide concentrations (g = 0.435; P = 0.002). We conclude that skeletal muscle SS ceramides, especially C16 to C18 chain lengths and the de novo synthesis of intramyocellular ceramide from plasma palmitate are associated with markers of insulin resistance.
We investigated the relationship between insulin resistance markers and subsarcolemmal (SS) and intramyofibrillar (IMF) ceramide concentrations, as well as the contribution of plasma palmitate (6.5-h infusion of [U- 13 C]palmitate) to intramyocellular ceramides. Seventy-six postabsorptive men and women had muscle biopsies 1.5, 6.5, and 24 h after starting the tracer infusion. Concentrations and enrichment of muscle ceramides were measured by liquid chromatography-tandem mass spectrometry. We found that HOMA of insulin resistance, plasma insulin, and triglyceride concentrations were positively correlated with SS C16:0 and C18:1 ceramide, but not SS C14:0-Cer, C20:0-Cer, C24:0-Cer, and C24:1-Cer concentrations; IMF ceramide concentrations were not correlated with any metabolic parameters. The fractional contribution of plasma palmitate to 16:0 ceramide was greater in SS than IMF (SS, 18.2% vs. IMF, 8.7%; P = 0.0006). Plasma insulin concentrations correlated positively with the fractional contribution of plasma palmitate to SS 16:0 ceramide. The fractional contribution of plasma palmitate to intramyocellular SS 16:0 ceramide was positively correlated with SS C16:0 ceramide concentrations (g = 0.435; P = 0.002). We conclude that skeletal muscle SS ceramides, especially C16 to C18 chain lengths and the de novo synthesis of intramyocellular ceramide from plasma palmitate are associated with markers of insulin resistance.
Ceramides are a family of hydrophobic molecules comprising a variable-length fatty acid linked to a sphingosine base. They are well recognized as structural components of cellular membrane (1, 2) , but are also signaling molecules that are implicated in insulin resistance (1, 2) . Some investigators find that skeletal muscle ceramide content is elevated in obese, insulin-resistant humans (3, 4) . However, most studies have focused on the ceramide contents in total skeletal muscle, whereas there is evidence that the subcellular localization of lipid molecules is important (5) . Skeletal muscle can be separated into different fractions, including the subsarcolemmal (SS) and intramyofibrillar (IMF) compartments, where distinct lipid and protein compositions in each fraction might contribute to different physiologic processes (6) . Because the negative effects on the insulin signaling pathway are mostly restricted to the plasma membrane (7), the subcellular localization of ceramides may be involved in insulin resistance and metabolic abnormalities. In addition, in vitro studies have suggested that the chain length of the fatty acid added to sphinganine results in distinct biologic actions (8) ; whether there are relationships between different intramyocellular ceramide species and insulin resistance markers in humans has not been fully clarified.
In postabsorptive conditions, circulating free fatty acids (FFA) released from adipose tissue and triglyceride-rich lipoproteins originating from the liver are taken up by skeletal muscle (9) . Because the activity of serine palmitoyltransferase, the rate-limiting step of ceramide biosynthesis, depends on palmitoyl-CoA availability, FFA likely contribute to de novo synthesis of intramyocellular ceramides (1, 2) . However, the contribution of FFA to subcellular ceramide synthesis in postabsorptive human skeletal muscle is unknown. By using a labeled ([U- 13 C]palmitate) FFA tracer, it is possible to determine the fate of plasma palmitate within muscle tissue (10) . We hypothesized that differences in the de novo synthesis of ceramides in SS and/or IMF of skeletal muscle would be related to markers of insulin resistance in humans.
The aim of this study was to assess whether subcellular locations and species of ceramides in skeletal muscle relate to markers of insulin resistance in postabsorptive humans. In addition, we explored the effects of insulin-resistant conditions on fractional contribution of plasma palmitate to intramyocellular ceramides. Lastly, we investigated the relationship between ceramide concentration and fractional contribution of plasma palmitate to intramyocellular ceramide.
RESEARCH DESIGN AND METHODS
The study was approved by the Mayo Clinic Institutional Review Board. Informed, written consent was obtained from all volunteers.
Participants
We included weight-stable, healthy volunteers (29 men and 47 premenopausal women) who were taking no medications, including oral contraceptives. Participants were recruited to represent a wide range of BMIs (20-36 kg/m 2 ). Prior to the studies, we documented that each volunteer had a normal complete blood count and chemistry group.
Study Protocol
The experimental design of the current study is provided in Fig. 1 . Participants received all of their meals (50% carbohydrate, 35% fat, and 15% protein) from the Mayo Clinic Clinical Research Unit (CRU) metabolic kitchen for 5 days prior to the study to ensure stable energy intake. Volunteers were admitted to the CRU at 1700 h and given a meal at 1800 h. At 0545 h the next day, a forearm vein catheter was inserted and kept patent with a controlled infusion of 0.45% NaCl, and a second catheter was placed in a retrograde fashion in a hand vein for collecting arterialized blood using the heated hand vein technique. After collecting a baseline blood sample for background palmitate enrichment, we started a continuous infusion of [U- 13 C]palmitate (2-4 nmol/kg fat-free mass [FFM]/min) (Cambridge Isotope Laboratories, Andover, MA) at 0700 h. After 30 min for isotopic equilibration, a series of four blood samples was collected at 10-min intervals and then every 30 min until 1330 h to measure palmitate kinetics. Muscle biopsies were collected at 0830 (first biopsy) and 1330 h (second biopsy) from the vastus lateralis under local anesthesia (2% lidocaine/8.9% sodium bicarbonate [3:1]) using sterile technique. The volunteers remained in bed between biopsies, but were asked to move both legs every 15 min to avoid complete immobility. A third muscle biopsy was collected the next morning at 0800 h, and the participants were then dismissed from the CRU.
The muscle tissue was immediately washed of blood using an ice-cold normal saline solution, dissected of all visible adipose tissue, further rinsed of lipid droplets, and saved immediately in liquid N 2 . Samples were stored at 280°C until analysis.
Body Composition Measurements
Total and regional fat masses were assessed with DXA (Lunar Radiation, Madison, WI). Leg fat mass was considered lower-body subcutaneous (LBSQ) fat. Visceral fat mass was estimated using a combination of single-slice computed tomography (L2-L3 interspace) and DXA-measured abdominal fat (11) . Total body fat minus visceral and LBSQ fat masses was upper-body subcutaneous fat mass.
Assays

Plasma Analyses
A Beckman Instrument (Fullerton, CA) was used to measure plasma glucose. Plasma palmitate concentration and enrichment were measured using a liquid chromatographymass spectrometry method (12) . Plasma triglyceride concentrations were measured by a microfluorometric method (13) .
Muscle Analyses
Muscle lipids were measured after the frozen samples were dissected free of extramyocellular adipocytes while being kept at 0°C on dry ice (14) . The muscle was then pulverized For the 800-mL homogenate used for SS and IMF fractionation, we centrifuged the sample for 10 min (4°C) at 2,000 rpm. The supernatant was used as the SS fraction and the pellet for the IMF fraction.
The mitochondrial characteristics of these fractions have been reported (15, 16 ), but we found little information regarding the representation of cytosolic and membrane proteins in these two fractions. Therefore, capillary Western analyses were performed using the ProteinSimple Wes System to determine the relative amounts of Na/K ATPase a1 (antibody #23565; Cell Signaling Technology, Danvers, MA), a marker of plasma membranes, and GAPDH (antibody #2118; Cell Signaling Technology), a cytosolic marker, in these two fractions.
We transferred the supernatant containing the SS fraction to a new vial, added 10 mL internal standard mix (17C Sph, 17C S1P, and C17-Cer), vortexed, measured the protein concentration in a 3-mL aliquot, and extracted the compounds of interest with isopropanol/water/ethyl acetate at a ratio of 30:10:60 in the remaining aliquot. For the pellet containing the IMF fraction, we added 800 mL homogenization buffer to resuspend the pellet and then processed the sample as outlined above.
Intramyocellular ceramide concentrations and enrichments were measured by liquid chromatography-tandem mass spectrometry as previously described (10) . Our enrichment standard curve is reproducible for total ceramide enrichments at or somewhat ,0.01% (10) . The concentration standard curve included the following ceramide species: C14:0-Cer, C16:0-Cer, C18:1-Cer, C18:0-Cer, C20:0-Cer, C24:0-Cer, and C24:1-Cer. Subsequent to the analysis of these samples, we learned that there is differential extraction of long-chain ceramides (C20 and longer) and the shorter-chain ceramides, such that using the C17-Cer C18:0 internal standard systematically overestimated longchain ceramide concentrations. This problem can be overcome by the use of a 17C-Cer C24:0 internal standard, which unfortunately was not available at the time we processed these samples. Thus, the C20:0-Cer, C24:0-Cer, and C24:1-Cer concentrations we found are systematically greater than the concentrations that are present in muscle when assayed with the very-long-chain ceramide internal standard.
Statistical Analysis
Data are represented as the mean 6 SD or median (interquartile ranges), unless otherwise noted. Variables with skewed distributions were log-transformed prior to analysis. Differences in the values between IMF and SS fraction were made using Wilcoxon signed-rank test or paired t test. Correlations between measurements were determined using Pearson correlation analysis. The M+16 enrichment in 16C ceramide was divided by the plasma palmitate M+16 enrichment to determine the fraction of intramyocellular ceramides that were derived from newly arrived plasma palmitate via the de novo synthesis pathway. Differences in intramyocellular [ 13 C 16 ]16:0 ceramide enrichment were made using repeated-measures Friedman test. Differences in fractional contributions of plasma palmitate to intramyocellular ceramide between the first and second biopsy were made using Wilcoxon signed-rank test, and differences between the fractions were determined using Wilcoxon signed-rank test and adjusted for multiple comparisons. For evaluation of statistical significance with three different groups of ceramides according to chain length of ceramide (medium [C14], long [C16-18], and very long [C20-24] chain) in the two fraction groups, a modified Bonferroni method was used to correct for multiple comparisons, with a significant P value of ,0.0083. For statistical significance, other than associations with ceramide subspecies, an a level of 0.05 was used. Stepwise multiple linear regression analyses were performed to determine the association between metabolic parameters and intramyocellular ceramide species and between metabolic parameters and fractional contribution of plasma palmitate to intramyocellular ceramide. Variance inflation factor was used to detect multicollinearity. A variance inflation factor .10 was excluded from the model. Statistical analysis was performed using SPSS software (SPSS version 20.0; SPSS, Inc., Chicago, IL).
RESULTS
Subject Characteristics
The characteristics of the participants are provided in Table 1 . The average age of the participants was 35 years, and the average BMI was 27.7 kg/m 2 . The mean fasting plasma insulin concentration was 5 mIU/mL. The average plasma palmitate concentrations and enrichments between 0 and 90 min (prior to the first biopsy) and 210-330 min (prior to the second biopsy) are also provided in Table 1 . Supplementary Fig. 1 depicts the mean of all available data at each time point for which the measurement was made. Because palmitate concentrations, enrichments, and therefore flux were relatively stable, the enrichments over the time interval between the two biopsies were used to derive the fractional contribution of plasma palmitate to de novo C16:0 ceramide.
Muscle Protein Characterization
The proportion of muscle protein present in SS and IMF fractions averaged 25 6 7 and 75 6 7%, respectively, for these samples. Because we did not have protein remaining from these samples to measure the relative content of Na/K ATPase a1 and GAPDH, we processed new muscle samples using the same technique and subjected the aliquots to capillary Western analysis. Equal amounts of protein were loaded for each of the fractions for each marker, although the assay for GAPDH required one-tenth the amount of protein as did the assay for Na/K ATPase a1. The Western blot outputs from the capillary Western chromatography are provided in Supplementary Fig. 2 . The SS fraction contained more of both GAPDH (106,334 6 2,742 vs. 20,286 6 1,113 arbitrary units; P , 0.001) and Na/K ATPase a1 (9,535 6 1,432 vs. 4,049 6 1,108 arbitrary units; P , 0.05) than the IMF fraction.
Muscle Ceramide Concentrations
The concentrations of the ceramide species in the SS and IMF fractions did not differ among the first, second, and third biopsies. We therefore used the average of the three concentrations to represent each individual's muscle ceramide content. These data are provided in Table 2 . We found that, with the exception of C14:0-Cer and C18:1-Cer, ceramide concentrations were greater in SS than IMF fractions.
Relationships Among Metabolic Parameters, Body Fat Distribution, and Intramyocellular Subcellular Ceramide Concentrations
Plasma insulin concentrations and HOMA of insulin resistance (HOMA-IR) were positively correlated with SS C16:0 and C18:1 ceramide concentrations (Table 3 and Fig. 2), whereas we did not see similar relationships between these metabolic parameters and SS C14:0-Cer, C20:0-Cer, C24:0-Cer, and C24:1-Cer concentrations. Fasting plasma triglyceride concentrations were positively correlated with SS C18:1-Cer concentrations (g = 0.389; P = 0.001). There was no significant correlation between plasma palmitate concentrations and SS ceramide concentrations. The IMF ceramide concentrations did not correlate with any metabolic parameters (Table 3) .
In general, there were no strong relationships between body composition parameters and intramyocellular ceramide concentrations. Although percent body fat correlated positively and significantly with SS C16:0 ceramide concentration, the P value did not reach our threshold for statistical significance (g = 0.311; P = 0.011). Visceral fat mass correlated positively with SS C18:1 ceramide concentrations and met our stricter definition for statistical significance (g = 0.366; P = 0.002). There were no relationships between the IMF ceramide subspecies concentrations and body fat or body fat distribution.
To test whether the ceramide subspecies concentrations in SS compartments are independently associated with metabolic parameters, we performed multivariate linear regression analysis with ceramide subspecies concentrations as the dependent variable and age, sex, HOMA-IR, plasma triglyceride, and visceral fat mass as independent variables. HOMA-IR was an independent predictor (b = 0.429; P = 0.0004) of SS C16:0 ceramide concentrations, and plasma triglyceride concentrations were an independent predictor (b = 0.389; P = 0.0013) of SS C18:1 ceramide concentrations.
Fractional Contribution of De Novo Synthesis to Intramyocellular Ceramides
Plasma [U- 13 C]palmitate enrichments were stable between the first and second biopsies (Table 4) . Between the first and second biopsies (while the [U- (Table 4 ). The fractional contribution of plasma palmitate to intramyocellular 16:0 ceramide was greater in SS than IMF fractions at the time of both the first and second muscle biopsies (Table 4) . The data from the second biopsy were used to calculate the fractional contribution of plasma palmitate to intramyocellular 16:0 ceramide for subsequent analyses.
We assessed whether the fraction of intramyocellular C16:0 ceramide that was derived from de novo synthesis using plasma palmitate was related to the C16:0 ceramide pool size, plasma palmitate concentrations, and/or the metabolic parameters noted above. If the contribution of de novo C16:0 ceramide synthesis from plasma palmitate was similar for all individuals, we predicted that the fraction of the C16:0 ceramide pool derived from [U- 13 C]palmitate would be less in those with greater intramyocellular C16:0 ceramide content as a result of the dilution of newly synthesized ceramides into a large pool of pre-existing ceramides. Instead, we found a positive relationship between the fractional contribution of plasma palmitate and the SS C16:0 ceramide (g = 0.435; P = 0.002) (Fig. 3A) , but not IMF C16:0, concentration (g = 20.232; P = 0.109). We also reasoned that, all things being equal, if FFA concentrations drive de novo muscle ceramide synthesis, there would be a positive correlation between plasma palmitate concentrations and the fraction of the C16:0 ceramide pool observed to come from [U- 13 C]palmitate. There was no significant relationship between plasma palmitate concentrations and the fraction of intramyocellular C16:0 ceramide that was derived from de novo synthesis from plasma palmitate (g = 0.112, P = 0.410 for SS; g = 0.023, P = 0.864 for IMF).
Plasma insulin concentrations and HOMA-IR were significantly correlated with fractional contribution of plasma palmitate to intramyocellular SS 16:0 ceramide (g = 0.375, P = 0.004; and g = 0.377, P = 0.004, respectively) (Fig. 3B) , whereas plasma glucose concentrations were correlated with fractional contribution of plasma palmitate to intramyocellular IMF 16:0 ceramide (g = 0.280; P = 0.037). There were no significant relationships between body fat distribution and fractional contributions of plasma palmitate to intramyocellular 16:0 ceramide in either subcellular location.
To determine the predictors that related to fractional contributions of plasma palmitate to intramyocellular 16:0 ceramide, we performed multivariate regression analysis with fractional contribution of plasma palmitate as the dependent variable and age, sex, plasma insulin, plasma glucose, plasma palmitate, and visceral fat mass as independent variables. For fractional contributions of plasma palmitate to intramyocellular SS 16:0 ceramide, plasma insulin concentrations were a significant predictor (b = 0.375; P = 0.0044). For fractional contribution of plasma palmitate to intramyocellular IMF 16:0 ceramide, plasma glucose concentrations and sex (male vs. female) were significant predictors (b = 0.392, P = 0.0038; and b = 20.363, P = 0.0070, respectively).
DISCUSSION
Because intramyocellular ceramides have been causally linked to muscle insulin resistance, we investigated the relationships between the subcellular location of different muscle ceramide species and parameters of body composition and insulin resistance. In addition, we assessed the relationships between these metabolic conditions and the fractional contribution of plasma palmitate to intramyocellular SS and IMF 16:0 ceramide. Our primary findings were: 1) the associations between intramyocellular ceramide concentrations and hyperinsulinemia/hypertriglyceridemia were largely limited to the SS subcellular fraction; 2) SS ceramides with 16 and 18 carbon fatty acids, but not other ceramide species concentrations, were positively correlated with markers of insulin resistance; 3) plasma insulin concentrations (and indices of insulin resistance) were independently related to the fractional contribution of plasma palmitate to SS 16:0 ceramides; and 4) fractional contribution of plasma palmitate to intramyocellular SS 16:0 ceramide was positively correlated with SS ceramide concentrations.
The ceramide content of skeletal muscle has been reported to be increased in obese insulin-resistant individuals and in men at risk for developing type 2 diabetes (3,4).
These increased concentrations may be causally related to impaired insulin sensitivity (3, 17) , as supported by the findings showing inhibition of protein kinase B/Akt by ceramide via atypical protein kinase C or protein phosphatase-2A (18, 19) . However, despite strong evidence from in vitro and animal studies (2), there have been mixed reports regarding skeletal muscle ceramide content and insulin resistance in humans (3, 17, 20) . One possible explanation is that ceramide accumulation varies by subcellular location and that the locations affect muscle metabolism differently. Most investigators measure the ceramide content in whole muscle. Our findings that SS, but not IMF, ceramide concentrations were related to insulin resistance parameters may offer an explanation as to why whole-muscle ceramides are not consistently linked with insulin resistance. The steps of the insulin signaling pathway involved in cellular glucose uptake occur at or near the plasma membrane (2, 7, 21) , and our analysis of SS and IMF fractions of skeletal muscle indicate that SS is relatively enriched in plasma membrane (and cytosol) compared with the IMF fraction. In addition, the ceramide-rich region within the membrane might be important in mediating insulin signaling (22) . Our data suggest that, to the extent that ceramides are linked to defective insulin signaling, the SS compartment is more relevant.
In addition to the subcellular location of ceramide, ceramide species with different acyl chains might have distinct functions. We found that insulin resistance markers were positively related only to SS C16:0 and C18:1 ceramide concentrations. We may have falsely labeled as nonsignificant (Table 3 ) a few positive associations between SS C16:0 and C18:0 ceramide concentrations and markers of insulin resistance by using a Bonferroni correction factor. The general trend for the C16 and C18 species to be positively associated with these markers argues for their inclusion among the "suspect" ceramide species and suggests our correction factor was overly strict. The strong relationship between SS C16:0 ceramide concentration and insulin resistance markers observed in the current study is consistent with findings from in vitro studies showing C16:0 ceramide binds and activates protein kinase C-z, which antagonizes protein kinase B/Akt signaling (23) . A previous study of obese women also indicated that skeletal muscle C16:0 ceramide concentrations in human total skeletal muscle cell homogenate were inversely related to insulin action as measured by a hyperinsulinemic-euglycemic clamp (24) . Other reports suggest that C16:0 ceramides also inhibit mitochondrial electron transport and inhibit b-oxidation (25) . Although it has been reported that C18:0 ceramide is inversely related to insulin sensitivity in humans (26), our results indicated that the relationship between SS C18:0 ceramide concentration and insulin resistance markers was not as strong (g = 0.255; P = 0.041). The differences in the findings might result, partly, from the differences in study participants. Compared with our study participants, the subjects in that previous study (26) consisted of obese individuals, endurance-trained athletes, and subjects with type 2 diabetes. Interestingly, we found that SS C18:1 ceramide concentrations were independently associated with plasma triglyceride levels in multivariate regression analysis. Increased plasma triglycerides and FFA have long been considered to be related to insulin resistance in humans (27) . In the fasting conditions, muscle lipid accumulation could result from fatty acid oversupply, originating either from very LDL (VLDL)-triglyceride or FFA released from adipose tissue (28) . In humans, lipoprotein lipasemediated fatty acid uptake might be sufficient in skeletal muscle to provide fatty acids for ceramide synthesis (29) .
We were surprised by the lack of relationship between palmitate concentrations and SS ceramide concentrations, as well as the lack of relationship between palmitate concentrations and the fractional contribution of plasma palmitate to SS C16:0 ceramides. In a previous study using a rodent model of type 1 diabetes, elevated FFA increased the ceramide contents in skeletal muscle subcellular compartments compared with a control condition (30) . However, the plasma FFA concentrations .2 mmol/L resulting from insulin deprivation were likely a greater stimulus to de novo ceramide synthesis compared with the control condition than the narrower range of FFA concentrations in our study. Our findings seem to indicate that the difference in whole-body FFA release between lean and moderately obese adults under the overnight fasting conditions is too small to affect muscle ceramide metabolism, a circumstance that could be different in the postprandial state (9) . Plasma VLDL-triglyceride also may reflect hepatic insulin resistance related to FFA oversupply to the liver (31,32). We also found that SS C18:1 ceramide concentrations correlated significantly with visceral fat mass, which is closely linked to adverse metabolic effects (31) . However, the relationship between SS C18:1 ceramide concentration and visceral fat mass was no longer significant after adjustment for covariates, suggesting that the amount of visceral fat mass itself is not directly responsible for differences in SS 18:1 ceramide concentrations.
We found that de novo synthesis of skeletal muscle ceramide from plasma FFA could be a significant contributor to ceramides (10) , especially in the SS pool. It was interesting to find that the increase in the 16:0 ceramide enrichments from the first to the second biopsies was not proportional to the duration of the tracer infusion. The 16:0 ceramide enrichments in both SS and IMF pools at the time of the second biopsy were approximately twice that found in samples from the first biopsy, whereas the infusion had been continued approximately four times longer. This suggests there may have been a plateau effect taking place. We therefore used the enrichment at the second biopsy as a better indicator of the contribution of plasma palmitate to de novo SS C16:0 ceramides. The lesser enrichment in IMF than SS C 16:0 ceramides may imply that ceramides synthesized for the IMF pool are less dependent on plasma FFA or that ceramides synthesized in the SS compartment slowly equilibrate with the IMF compartment. Our finding of a positive relationship between the SS C16:0 ceramide concentrations and the fractional contribution of plasma palmitate to C16:0 ceramides suggests to us that de novo synthesis of ceramides may be responsible for greater SS ceramide content. However, the lack of association between plasma FFA concentrations and SS ceramides suggests that other factors play a more important role in the postabsorptive state. We also found that the fractional contribution of plasma palmitate to SS C16:0 ceramides was positively correlated with fasting plasma insulin concentrations. From our data, it is not possible to derive cause and effect. One explanation is that hyperinsulinemia can drive de novo ceramide synthesis, but another is that greater amounts of newly synthesized ceramides from plasma FFA are causally related to muscle insulin resistance (Fig. 4) . Straczkowski et al. (24) found that 4 h of hyperinsulinemia did not result in an increase in ceramide concentrations in skeletal muscle in humans. Although this may seem to argue against the former explanation, plasma FFA concentrations are typically suppressed during an insulin clamp, which might offset any effects of insulin on de novo ceramide synthesis. Our analysis indicated that plasma glucose concentrations were independently associated with the fractional contribution of plasma palmitate to IMF 16:0 ceramide. We could find no literature that might explain such an association and should caution that this finding could represent a type 1 statistical error despite our attempts to adjust for multiple comparisons.
The intramyocellular [ 13 C 16 ]16:0 ceramide enrichment that was achieved in response to the continuous intravenous infusion of [U- 13 C]palmitate had all but disappeared by the next morning (;18 h after discontinuation of the tracer infusion). This suggests that the pools into which de novo-synthesized ceramides are incorporated turn over at a relatively rapid rate. We do not know if the total ceramide pools turn over with equal rapidity, however.
We can envision several models to explain the associations we observed between intramyocellular ceramides in insulin resistance (Fig. 4) . Cytosolic and plasma membrane (SS) ceramides with 16 and 18 carbon fatty acids contribute to defective insulin signaling (2, 7, 21) . The lack of relationships between plasma palmitate concentrations and SS ceramide concentrations, as well as the lack of relationship between plasma palmitate concentrations and the fractional contribution of plasma palmitate to SS C 16:0 ceramides, suggests that the relatively narrow range of FFA concentrations seen after an overnight fast does not drive de novo synthesis and accumulation of SS ceramides. Instead, either hyperinsulinemia stimulates de novo ceramide synthesis or newly synthesized C 16 ceramides uniquely contribute to impaired insulin action.
This study has some limitations. Because we involved participants with a wide range of BMIs, this likely affected the intramyocellular lipids before the dietary control period. This study design allowed us to evaluate the relationship among body fat, metabolic signatures, and intramyocellular ceramides independent of the immediate antecedent diet. It is possible that the 5-day diet control the volunteers received to ensure energy and macronutrient balance could have affected the composition of intramyocellular lipids (33) . The dietcontrol period was designed to eliminate the day-to-day variation in energy intake that can affect FFA metabolism and to provide a consistent macronutrient pattern (50% carbohydrate, 35% fat, and 15% protein) for all participants. However, our volunteers consumed essentially the same types of foods as their typical, individual diets, but in more consistent amounts and balanced with regard to protein, fat, and carbohydrate. This approach seems less likely to fundamentally alter intramyocellular lipids. We note that Helge et al. (34) found that skeletal muscle ceramide content did not differ after 3 weeks of a high-or low-fat diet in patients with type 2 diabetes. We measured insulin resistance index using HOMA-IR, which, although reasonably well correlated with insulin resistance from the hyperinsulinemic-euglycemic clamp (35, 36) , does not separate the direct impact of skeletal muscle on insulin sensitivity. However, offsetting the somewhat imperfect measures of insulin resistance, we had a relatively large study population and performed three biopsies over 24 h. This likely allowed us to detect associations that would have been missed had we studied fewer volunteers or done a single biopsy. We acknowledge that we might have missed some associations because we did not have more robust insulin-resistance measures. In addition, our conclusion that C16 and C18 ceramide species concentrations were associated with markers of insulin resistance, whereas C20-C24 ceramides were not, could be because of the overestimates of C20-C24 concentrations we found as a result of not including a species-specific internal standard. However, provided the overestimate is consistent, the presence or absence of a correlation should still be meaningful. Unfortunately, we do not have sufficient remaining samples from this study to reanalyze the ceramide concentrations using the more specific internal standard. In the current study, the enrichment in the IMF was often at or below the limit of accurate measurement using our approach. The lack of significant findings regarding IMF de novo ceramide synthesis could be because of the greater assay noise at very low enrichments. However, knowing that the contribution of de novo-synthesized ceramides in IMF is substantially less than SS remains a helpful observation for planning future studies. Finally, we note that plasma palmitate that is taken up by the liver might be released into the circulation as labeled VLDL-triglyceride fatty acids and enter skeletal muscle. The relative contributions of VLDL- 13 C-palmitate to C16:0 ceramide at the later time points cannot be discerned.
In summary, this is the first report to show that the subcellular location of ceramide and types of ceramide species in skeletal muscle are related to insulin resistance in humans. In addition, the metabolic milieu might further reflect the de novo synthesis of intramyocellular ceramide from plasma palmitate in the fasting condition. Figure 4 -Schema depicting roles of SS ceramides in insulin resistance under postabsorptive conditions. There are two possible explanations for the data regarding SS ceramide concentrations and de novo synthesis of ceramides to insulin resistance. One model depicts the circumstance in which, when plasma palmitate concentrations are between 70 and 200 mmol/L, de novo ceramide synthesis is largely driven by intracellular processes that are stimulated by insulin, not by plasma palmitate availability. This possibility is depicted by the solid arrows showing the path of ceramide synthesis and action. In this scenario, insulin drives the accumulation of SS 16C-18C ceramides that can further interfere with insulin signaling. The other model (dashed arrows) depicts the circumstance in which intramyocellular processes, not plasma palmitate concentrations, are the primary driver of de novo ceramide synthesis in SS fraction. These newly synthesized 16C-18C ceramides are uniquely able to impair insulin signaling and also contribute to SS ceramide accumulation. PKB, protein kinase B; PI3, phosphoinositide 3.
